Objective: b7-H4, a member of the b7 family of immunoregulatory receptors, may participate in the negative regulation of cell-mediated immunity. aberrant b7-H4 expression is detected in some tumors and it plays a role in the occurrence and development of tumors. the aim of this study was to elucidate the functional and structural properties of b7-H4. Methods: We developed a monoclonal antibody (mab) against the extracellular domain of b7-H4 through immunization of balb/c mice with 3t3-mb7-H4 cells which expressed extrinsic b7-H4. a stable hybridoma cell line was established. then, we analysised the characterization of the mab through Enzyme linked immunosorbent assay (ElISa), Immunoprecipitation (IP), western blotting, Immunohistochemical (IHc), and tested the biological activity of the mab. Results: ElISa, IP, and western blotting analyses indicated that the mab specifically recognized b7-H4. In addition, flow cytometry demonstrated that the mab exhibits excellent reactivity when applied to leukemic cells. IHc staining revealed that the mab stained in a predominantly diffuse plasmalemmal or cytoplasmic pattern when applied to certain tumor tissues. the preliminary results of the mab's biological activity showed that the mab could effectively inhibit the function of b7-H4 in the inhibition of t cell, while promoting the growth of t cells and the secretion of Interleukin-2 (Il-2), Interleukin-4 (Il-4), Interleukin-10 (Il-10) and Interferon-γ (Ifn-γ). Conclusion: this mab will be a valuable tool for the further investigation of b7-H4 function.
IntRoDUctIon the b7 family transmits both costimulatory and coinhibitory signals to t cells, thus controlling t cell-mediated immune responses and tolerance. b7-H4 (also known as b7S1 and b7x) is a recently discovered member of the b7 family [1] [2] , and delivers a co-inhibitory signal that down-regulates t cell activation, thereby preventing t cell proliferation, cytokine secretion, and the development of cytotoxicity [1, [3] [4] . In vitro experiments have shown that b7-H4 inhibits t cell activation by down-regulating Il-2 production and arresting the cell cycles of both cD4+ and cD8+ t cells. In vivo experiments also support the assamption that b7-H4 functions as an inhibitor to t cell-mediated immunity [1, [3] [4] .
b7-H4 plays an important role in the immune response mediated by tumors. b7-H4 mRna transcripts are detected extensively in the spleen, lung, thymus, and other normal tissues; however, the protein is not detectable in these tissues [1] . In contrast, an increasing number of studies using human tumor samples have revealed that b7-H4 is overexpressed in various tumors, including breast [5] [6] , ovarian [5, 7] , renal [8] , prostate [9] , and non-small cell lung cancers [10] , and that b7-H4 expression, as assessed using Rt-PcR and IHc, is associated with disease progression. In addition, b7-H4 is expressed in tumor-associated suppressive macrophages [11] and the serum level of soluble b7-H4 is elevated in patients with renal cell carcinoma and ovarian cancer [12] [13] . Previous studies [5] [6] 14] have shown that the high expression of b7-H4 protein in breast cancer decreases the number of tumor-infiltrating lymphocytes and prevents tumor cell apoptosis.
therefore, the b7-H4 protein is a negative regulator of the antitumor immune response and may play an important role in promoting tumor growth. to elucidate the functional and structural properties of b7-H4, several different epitope-specific antisera against b7-H4 have been raised in rabbits or goats. However, there is little mab available that can be used for IHc or other analyses. In the present study, we developed a new mab against the extracellular domain of b7-H4. this development had great utility for immunoblot-ting, indirect immunofluorescence staining, IP, flow cytometry, and IHc staining. and it also had inhibitive biological function to b7-H4. accordingly, this monoclonal antibody will provide a powerful tool for the further investigation of b7-H4 function.
MatERIalS anD MEtHoDS
PRoDUctIon of antI-b7-H4 Monoclonal antIboDy living 3t3-mb7-H4 cells (5×10 6 ), which were prepared as described previously [15] , were used as immunogens to immunize 6 balb/c mice (Shanghai laboratory animal center, chinese academy of Sciences) one injection biweekly (every 2 weeks) repeated 4 times. the 2 mice with the highest antibody titer as determined by ElISa were boosted intraperitoneally with 3t3-mb7-H4 cells 3 days before cell fusion. Peritoneal macrophages from normal balb/c mice used as feeder layer cells were prepared 1 day prior to fusion. Spleen cells from immunized animals were fused with Sp2/0 myeloma cells (atcc, va, USa) [16] . More than 100 independent hybridomas were obtained from 2 fusions. Pooled culture fluids from individual hybridoma cultures were screened for their reactivity with the lysates of 3t3-mb7-H4 cells using direct ElISa and by IP analysis. lysates of 3t3 cells (atcc) not transfected with b7-H4 were used as a control [17] . a positive hybridoma line of 3E8 was established by limiting dilution. Isotypes of the mabs produced were identified using a mouse monoclonal isotyping kit (abD Serotec, nc, USa). further, the hybridoma cells were injected intraperitoneally into a balb/c mouse to obtain ascites containing high concentrations of the mab. the mab was purified from mouse ascites using a protein l Ultralink column (Pierce, Il, USa), and then stored at a concentration of 1.5 mg/ml. EnzyME lInKED IMMUnoSoRbEnt aSSay 3t3-mb7-H4 or 3t3 cells (1 × 10 6 ) were lysed in 200 µl cell lysis buffer (cell Signaling technology, Ma, USa) for 30 min at 4°c. the insoluble material was then removed by centrifugation at 8000 × g for 10 min. the concentration of protein in the lysate was determined using a bca protein assay kit (Pierce) with bSa as the standard.
the lysate of 3t3-mb7-H4 cells, diluted to 10 µg/ml in 0.01 M coating solution concentrate (KPl company, Maryland, USa), was coated onto highbinding polystyrene plates (corning life Sciences, Ma, USa) at 100 µl per well, and incubated at 4°c overnight. the lysate of 3t3 cells not transfected with b7-H4 was used as a control. the wells were subsequently washed 5 times with PbS-tween buffer (0.05% tween 20 in PbS). the coated wells were blocked with 200 µl of 3% bSa for 2 h at room temperature and then incubated with 100 µl culture supernatant of hybridoma cells or different dilutions of the mab against b7-H4. after incubation for 1 h at room temperature, the wells were thoroughly washed, and then incubated with 100 µl horseradish peroxidase-conjugated goat anti-mouse IgM (dilution 1 : 5000; Santa cruz, ca, USa) for 1 h at room temperature. the plates were developed using tetramethylbenzidine substrate solution (KPl company) for 10~20 min at room temperature. color development was stopped with 2 M H 2 So 4 and the absorbance was measured at 450 nm using a Model 680 microplate reader (bio-Rad, ca, USa).
WEStERn blottIng analySIS cell lysate preparation and western blotting analysis were performed according to previously described procedures. In brief, cell lysates were denatured for 10 min at 95°c with SDS-PagE sample loading buffer, electrophoresed on 10% SDS-PagE gels, and transferred to polyvinylidene difluoride membranes. the membranes were blocked with 5% nonfat milk in tbSt [20 mM tris-Hcl (pH 7.5), 150 mM nacl, and 0.05% (v/v) tween 20 and incubated with 3E8 mabs or goat anti-b7-H4 polyclonal antibody (R&D Systems, Mn, USa) for 2 h at room temperature. after thorough washing, the blots were incubated with HRP conjugated goat anti-mouse IgM antibodies (Santa cruz) or rabbit anti-goat Igg antibodies (Santa cruz).the reaction was developed using Ecl reagents (amersham, nJ, USa) and analyzed using a versaDoc MP5000 imaging system (bio-Rad).
IP analySIS b7-H4 was immunoprecipitated from the 3t3-mb7-H4 or 3t3 cells lysates. Individual samples (350 µg protein/sample) were immunoprecipitated using 3E8 mab (2 µg/sample) coupled to protein l-Sepharose beads. the purified recombinant b7-H4 protein [18] immunoprecipitated with normal mouse IgM was used as an antibody control [16] . Western blotting was carried out using goat anti-b7-H4 polyclonal antibody as the primary antibody, followed by rabbit anti-goat Igg antibody coupled with HRP. the reaction was developed as described above.
floW cytoMEtRy analySIS
In order to analyze the specificity of antibody, leukemic cells such as U937, tHP-1, Hl60, and MM1R cells (atcc) were used in this study. Each of cells (2 × 10 6 ) was incubated with 3E8 mab or goat anti-b7-H4 polyclonal antibody for 30 min at 4°c. the normal mouse IgM was used as an antibody control. cells were washed and resuspended in a goat anti-mouse IgM coupled with fItc or donkey anti-goat Igg coupled with fItc (Jackson ImmunoResearch laboratories, Pa, USa) for 30 min at 4°c. finally, cells were washed twice and samples were analyzed using a flow cytometer (facScan, ca, USa).
IMMUnoHIStocHEMIcal StaInIng tissue microarrays were obtained from chaoying biotechnology co., ltD (Shanxi, china) for IHc staining. tumor samples included those from the breast, uterus, and ovary. clinical and pathological information for individual cancer samples was provided by the array manufacturers (for details see www.cybrdi.cn). IHc staining was carried out using 3E8 mab as the primary antibody followed by reagents from the Envision System (DaKo, ca, USa). normal mouse IgM was used as an antibody control. Staining intensity (0 to 3, least intense to most intense) and the proportion of stained cells (0 to 4, no cells stained to more than 70% cells stained) were semi-quantitatively determined as previously described [19] . a combined score of ≥2 and ≥6 was considered to indicate positive expression and overexpression, respectively. all slides were scored by 2 observers blinded to the pathology and clinical features.
SPlEEn cEll gRoWtH DEtERMInED by MtS
Spleen cells from normal balb/c mouse (2 × 10 5 cells per well) were seeded in triplicate in a 96-well plate which was coated with anti-mouse cD3 mab (R&D Systems). then, the cells were incubated with the purified recombinant b7-H4 protein [18] (2ug/ml), 3E8 mab (1 ug/ml, 2 ug/ml, and 5 ug/ml), or their admixture which was premixed for 30min. normal mouse IgM (5 ug/ml) was used as an antibody control. after incubating the wells for 72 hours at 37°c, the wells were added with celltiter 96 ® aQ ueous one Solution cell Proliferation assay (MtS) (Promega, WI, USa). after incubating the wells for 4 hours at 37°c, the oD of each well was measured using a Model 680 microplate reader at a wavelength of 490nm.
cytoKInES DEtERMInED by ElISa While in cytokines secretion assay, spleen cells were treated as above. the cell culture supernatant was collected respectively after incubating the wells for 48 or 72 hours at 37°c. the expression of Il-2, Il-4, Il-10 in 48h supernatant, and Ifn-γ in 72h supernatant were determined with mouse cytokine ElISa kit (ebioscience, ca, USa), and was denoted by optical density at 450nm.
StatIStIcal analySIS
all experiments were performed in triplicate. the data were analyzed using SPSS 11.0 software, and P < 0.05 was considered to indicate a significant difference.
RESUltS
ISotyPE of tHE MoUSE Monoclonal antIboDy agaInSt b7-H4 the 3E8 hybridomas that reacted selectively with b7-H4 in all assays were further evaluated. the isotype of the 3E8 mab, determined using a mouse monoclonal isotyping kit (abD Serotec), was an IgM with a κ chain ( fig. 1 ). Immunofluorescence analysis confirmed that 3E8 binds to the extracellular sequences of b7-H4. Species cross-reactivity studies showed that 3E8 was specific to the human and mouse b7-H4 proteins (data not shown).
cHaRactERIzatIon of tHE 3E8 Mab SPEcIfIc to b7-H4
ElISa analysis revealed that compared with the control, the titer of 3E8 was high, as b7-H4 was detectable at a dilution of 1 : 20000 ( fig. 2) . the immunoreactivity of 3E8 mab with the lysate of 3t3-mb7-H4 cells is shown in figure 3a . Mature b7-H4 is a 50-to 80-kDa glycosylated molecule with a 28-kDa protein core [5] . the 3E8 mab specifically recognized protein bands of 28 and 57 kDa. the goat anti-b7-H4 polyclonal antibody also reacted with both proteins in the same experiment ( fig. 3b) as controls, and similarly sized proteins were detected. ElISa and western blotting revealed that 3E8 can specifically recognize recombinant b7-H4 in mammalian cells.
tHE 3E8 Mab IMMUnoPREcIPItatES b7-H4 fRoM cEll lySatES next we used IP to determine the ability of 3E8 mab to recognize b7-H4 in its native state. cell extracts were immunoprecipitated with the 3E8 mab and analyzed by immunoblotting using a goat anti-b7-H4 polyclonal antibody. b7-H4 was selectively immunoprecipitated from 3t3-mb7-H4 cell lysates that expressed b7-H4 ( fig. 3c ). IP of lysates with mouse normal IgM did not result in detection of protein species. no corresponding band was visualized when the 3E8 mab was used to immunoprecipitate lysates of normal 3t3 cells. therefore, the 3E8 mab specifically recognizes native b7-H4.
floW cytoMEtRy analySIS of b7-H4 EXPRESSIon In lEUKEMIc cEllS
We assayed the human lymphoid hematopoietic tumor cell lines U937, tHP-1, Hl60, and MM1R for expression of b7-H4 using flow cytometry. 3E8 mab and goat anti-b7-H4 polyclonal antibody (used as a positive control) were used as probes to detect significant increases in fluorescence intensity in comparison to cells incubated with PbS ( fig. 4) 5 ). Whereas most tissues expressed b7-H4 to some degree, samples with scores ≤2 were mostly observed in normal tissue with a predominantly apical membranous staining. overexpression of b7-H4 (scores ≥6.0) was found only in tumor tissues. Fig. 1 . the isotype of mouse monoclonal antibody against b7-H4. -the isotype of the 3E8 mab, determined using a mouse monoclonal isotyping kit, was an IgM with a κ chain. finally, cells were washed twice and samples were analyzed using a facScan flow cytometer. Fig. 2 . ElISa analysis of anti-b7-H4 mab. -the lysate of 3t3-mb7-H4 cells, diluted to 10 µg/ml in 0.01 M coating solution concentrate, was coated onto high-binding polystyrene plates at 100 µl per well, and incubated at 4°c overnight. the lysate of 3t3 cells not transfected with b7-H4 was used as a control. the titer of 3E8 (at an original concentration of 1.5 mg/ml) was determined by ElISa and read at a 450 .
Fig. 3.
IP and western blotting analysis with 3E8 mab. -a: Western blotting was carried out for b7-H4 from lysates of 3t3-mb7-H4 or 3t3 cells using 3E8 mab, followed by goat anti-mouse IgM antibody coupled with HRP. b: Western blotting was carried out for b7-H4 from lysates of 3t3-mb7-H4 or 3t3 cells using goat anti-b7-H4 polyclonal antibody, followed by rabbit anti-goat Igg antibody coupled with HRP. there were protein bands of 28 and 57 kDa in a and b. c: b7-H4 was immunoprecipitated from lysates of 3t3-mb7-H4 or 3t3 cells using 3E8 mab (2 µg/sample). Western blotting was carried out for b7-H4 using goat anti-b7-H4 polyclonal antibody, followed by rabbit anti-goat Igg antibody coupled with HRP. normal mouse IgM was used as an antibody control. lane 1: lysate from normal 3t3 cells; lane 2: lysate from 3t3-mb7-H4 cells; lane 3: b7-H4 unrelated antibody control.
SPlEEn cEll gRoWtH anD cytoKInES aSSayS b7-H4 can preven t cell proliferation, cytokine secretion [1, [3] [4] . In order to test the anti or activation effect of 3E8 on b7-H4, we analysed the normal mouse spleen cell growth and cytokines secretion while cultured with or without b7-H4 or 3E8 (fig. 6 ). the number of living cells and the expression levels of Il-2, Il-4, Il-10, and Ifn-γ which were cultured with the admixture of 3E8 and b7-H4 was increased in a 3E8-concentration-dependent manner compared with living cells cultured with only b7-H4. and there was a significant difference while 3E8 was 5 ug/ml. DIScUSSIon the structure of b7-H4 as a gPI-linked molecule distinguishes it from other b7 family members. the 90% amino acid identity between mouse and human b7-H4 Fig. 5 . Expression of b7-H4 in normal tissues and corresponding cancer samples from breast, uterus, and ovary. -Human normal and cancerous samples in tissue arrays were subjected to IHc staining using mab 3E8. the reactions were visualized using reagents from a DaKo Envision System kit. normal mouse IgM was used as an antibody control (data not shown). Samples were photographed and staining intensity (0 to 3, least intense to most intense) and the proportion of stained cells (0 to 4, no cells stained to more than 70% cells stained) were semi-quantitatively determined. a combined score of ≥6 was considered to indicate overexpression.
suggests an important evolutionarily conserved function. thus, in this study, we established a 3t3-mb7-H4 cell line expressing extrinsic mb7-H4 on the cell membrane, and used this as an immunogen to immunize balb/c mice in order to obtain mabs specific to the human and mouse homologous fragments. the 3E8 mab, an IgM with a κ chain, could specifically recognize the extracellular domain of b7-H4 with ElISa, IP, and western blot analysis. flow cytometry is a rapid, quantitative, multiparameter cellular analysis based on the measurement of visible and fluorescent light emission. We used 3E8 mab for further characterization of b7-H4 based on the strong signals detected by immunofluorescence. Previous studies have shown that expression of b7-H4 was detected in some human tumor tissues and cells [15] . We assayed the human lymphoid hematopoietic tumor cell lines for expression of b7-H4 using flow cytometry. the results demonstrated that the mab exhibits excellent reactivity when applied to leukemic cells. It indicated that the 3E8 mab is effective for detecting b7-H4 using flow cytometry, and the positive tendency was consistent with the goat antib7-H4 polyclonal antibody. It has been reported that b7-H4 is constitutively expressed on some leukemic cells derived from b-cell lymphoma cells [20] . therefore, aberrant b7-H4 expression may provide a theoretical basis for the clinical detection and diagnosis of leukemia. Many studies have shown that monoclonal antibodies can be used for targeted therapy in clinical disease [21] . thus, it may be possible to develop 3E8 mab as a therapeutic monoclonal antibody for clinical therapy.
It is reported that b7-H4 was overexpressed in tumor tissues from the breast [6] , ovary [22] , and uterus [23] . In order to test whether the 3E8 mab could be used in immunohistochemistry, we determined the expression of b7-H4 in tumor tissues from the breast, ovary, and uterus. the levels of b7-H4 expressed in various types of cancer samples were evaluated in a standardized and semi-quantitative manner using the 3E8 mab. Samples with scores ≤2 were mostly observed in normal tissue with a predominantly apical membranous staining. overexpression of b7-H4 (scores ≥6.0) was found only in tumor tissues with a predominantly diffuse plasmalemmal or cytoplasmic pattern. these results are consistent with previous studies [5] [6] [7] [12] [13] . thus, the 3E8 mab can detect the expression of b7-H4 using IHc staining. the identification of cancers with high rates of b7-H4 overex- Fig. 6 . Spleen cell growth and cytokines secretion assays. -a: Spleen cell growth determined by MtS. Spleen cells from normal balb/c mouse (2 × 10 5 cells per well) were seeded in triplicate in a 96-well plate which was coated with anti-mouse cD3 mab. then, the cells were incubated with the purified recombinant b7-H4 protein, 3E8 mab, or their admixture which was premixed for 30min. normal mouse IgM was used as an antibody control. after incubating the wells for 72 hours at 37°c, the wells were added with MtS. after incubating the wells for 4 hours at 37°c, the oD of each well was measured using a Model 680 microplate reader at a wavelength of 490nm. the numbers of living cells were presented by oD490. b: cytokines secretion determined by ElISa. Spleen cells were treated as above. the cell culture supernatant was collected respectively after incubating the wells for 48 or 72 hours at 37°c. the expression of Il-2, Il-4, Il-10 in 48h supernatant, and Ifn-γ in 72h supernatant were determined with mouse cytokine ElISa kit. the expression levels of cytokines were presented by oD450. *: vs lane 3 and lane 5, P <0.05. pression provides valuable information about the pathogenic potential of b7-H4 in tumor development and malignant progression. the aberrant b7-H4 expression and an mab specific to b7-H4 may provide not only a new insight into the mechanisms of tumor occurrence and development but also a new method for the prevention and treatment of tumors [20] [21] [24] [25] .
b7-H4 can inhibit the t cell proliferation and cytokines secretion such as Il-2, Il-4, Il-10, and Ifn-γ [1, [3] [4] . the presence of recombinant b7-H4 at 0.5-3 µg/ml inhibited the anti-cD3-induced proliferation of t cells by 40-60 % (details seen the manual of b7-H4 in R&D system). So the concentration of b7-H4 in spleen cell growth and cytokines secretion assays was 2 µg/ml. and b7-H4 could inhibit the anti-cD3-induced proliferation and cytokines secretion of spleen cells which were cultured with only b7-H4 ( fig. 6 ).
antibodies can specifically bind to its ligand and lead to target cell lysis or blocking the pathological process. So the development of the antibodies in particular humanized antibody drug plays an important role in clinical therapy of human malignant and other autoimmune diseases [26] [27] . In this study, 3E8 mab can effectively stimulate t cell proliferation, and induce of Il-2, Il-4, Il-10, and Ifn-γ production, suggesting that 3E8 mab can block b7-H4 binding to its receptor, which closed down-regulation signal transduction of b7-H4 to t cell, and enhanced t cell reactivity to various antigens. 3E8 mab as an inhibitor of b7-H4-mediated negative regulation of t cell activation, can activate the immune response. but the mechanism is still being researched. b7-H4 and anti-b7-H4 mab as an important factor of t cell function can play specific therapeutic effects of disease which is high efficacy, through the intervention of immune microenvironment. and thus we can open up a new way of gene therapy. but at the same time, we should also note the potential impact of long-term application, such as b7-H4 mab over-blocking signal of b7-H4 and its receptor leading to autoimmune diseases.
In summary, we generated specific mabs directed against b7-H4. the mab 3E8 exhibited the best performance in a variety of assays, including immunoblotting, IP, flow cytometry, and IHc staining. and the mab could effectively inhibit the function of b7-H4 in the inhibition of t cell, while promoting the growth of t cells and the secretion of Il-2, Il-4, Il-10 and Ifn-γ. this specific mab may provide an ideal tool for further investigation of the function of b7-H4.
